In vivo thymic emigration and adoptive transfer
Under anesthesia, thymocytes were labeled by intrathymic injection of 10 µl FITC (Molecular Probes; 2mg/ml) in normal saline per thymic lobe. After 20 h, CD4 + or CD8 + recent thymic emigrants were identified by flow cytometry as FITC + cells in blood, spleen and lymph nodes. For adoptive transfers, purified CD4 + thymocytes from coronin 1 +/+ or coronin 1 -/-mice were differentially labeled with either 0.5 µM CellTracker Green CMFDA (5-chloromethylfluorescein diacetate) or 1 µM CellTracker Orange CMTMR (5-(and-6)-(((4-chloromethyl)benzoyl) amino)tetramethylrhodamine) (Molecular Probes) for 30 min at 37º C. After washing and further incubation for 30 min at 37º C, coronin 1 +/+ and coronin 1 -/-CD4 + thymocytes were then mixed in equal numbers in PBS and 7x10 6 cells were injected intravenously into recipient C57BL/6 mice. An aliquot of this preinjection thymocyte cocktail was analyzed to confirm the preinjection ratio of coronin 1 +/+ to coronin 1 -/-cells. After 2, 20 and 40 hours, blood, spleen and lymph nodes from recipient mice were analyzed by flow cytometry.
Immunoblot analysis
Western blotting was performed with whole cell lysates separated by SDS-PAGE, transferred to polyvinylidene difluoride (PVDF) membranes and immunoblotted with antibodies against coronin 1, 2 and 3 (Dr. Matthew Thomas), β-actin and GAPDH (Abcam) and cleaved caspase-3 (Cell Signaling Technology). For the analysis of chemokine induced signaling events, in vitro expanded DO11.10 TCR + T cells were stimulated with 250 ng/ml CXCL12 (SDF1α) for various times. Active Rac1 was pulleddown from cell extracts using GST-Pak1-PDB (Pierce), and detected by immunoblotting with anti-Rac1 antibody. Cell extracts were also analyzed for phosphorylation of p44/42 MAPK, Akt and p90 RSK using phospho-specific antibodies provided with the Pathscan Multiplex Western Cocktail I (Cell Signaling Technology). To assess cytochrome c release into the cytoplasm, post-mitochondrial extracts were prepared using a subcellular fractionation kit (Pierce) according to the manufacturers instructions. Cytosolic fractions were analyzed by immunoblotting using antibodies against cytochrome c (Pharmingen), β-actin and coronin 1. Effective separation of cytosolic fractions from mitochondria was tested by immunoblotting for VDAC (Biovision). For co-immunoprecipitation studies, cells were lysed in 150 mM NaCl, 10 mM Tris pH 7.5, 1% Brij-97 supplemented with 40 µM latrunculin A (Calbiochem) and protease inhibitor cocktail (Boehringer Mannheim). Flag-tagged proteins were immunoprecipitated using anti-Flag M2-agarose beads (Sigma) and immune complexes were analyzed by immunoblotting with anti-Flag (Sigma) and anti-Arp2 (Santa Cruz) Abs. +/+ and coronin 1 -/-mice, either unstimulated or stimulated for 30 min with CCL19 were fixed and surface stained for CD4 (Pharmingen). After permeabilization, cells were further stained with a biotinylated mAb specific for PI(3,4,5)P 3 (clone RC6F8, Echelon Biosciences) and Streptavidin-AlexaFluor 647 (Molecular Probes). Samples were analyzed by deconvolution microscopy (Delta Vision). Expression levels of coronin constructs in in vitro expanded coronin 1 -/-DO11.10 TCR + T cells transiently transfected with the indicated coronin 1 IRES-GFP expression constructs. Flow cytometric histograms show intracellular staining for coronin 1 and FLAG-epitope based on the GFPpositive cell gating that has also been used to determine intracellular F-actin contents (see Fig. 4G Table S1   Table S1 . Blood cell counts (n=6) and lymphoid subsets in thymi (n=6), spleens (n=8) and lymph nodes (n=8) are compared between coronin 1 +/+ and coronin 1 -/-mice. Mice were 5 -7 weeks of age and lymphocytes were stained for the indicated cell surface markers and analyzed by flow cytometry. Statistical analysis was performed by two-tailed Student's t test.
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